Background: Cardiovascular disease accounts for at least 85 percent of deaths for those patients with type 2 diabetes mellitus (T2DM). Additionally, 75 percent of these deaths are due to ischemic heart disease.
Background
The historical discovery of the enzyme family nitric oxide synthases (NOS) in 1989 is relatively recent and we now know there are three distinct isoforms of NOS: neural NOS-1 (nNOS); inducible NOS-2 (iNOS); and endothelial NOS-3 (eNOS). These three isoforms were discovered in the above order from 1991-1994 [1] . eNOS, the rate limiting enzyme responsible for the production of endothelial derived nitric oxide (eNO) was sequenced and cloned in 1992 [2, 3] . Each NOS enzyme has its own unique amino acid structure sharing some 50 percent homology indicating a common ancestral background. Additionally, each NOS isoform is transcribed from a separate gene (table 1) .
Nitric oxide, voted the molecule of the year by Science Magazine in 1992 [4] has been shown to be an extremely important signaling molecule in the cardiovascular system and in 1998 Furchgott RF, Ignarro LJ, and Murad F. were awarded the Nobel Prize in Medicine and Physiology "for their discoveries concerning nitric oxide as a signaling molecule in the cardiovascular system" (tables 2,3).
This relatively brief and recent history of NOS and NO is in contrast to the ancient history of atherosclerosis which dates to the time of the Egyptians. The theories of atherosclerosis are legion and the atherosclerologists of today have a proud history upon which to build for the future [5] .
The endothelial cell, such a central player, responsible for remodeling of the arterial vessel wall in atherosclerosis (intimopathy) and responsible for the synthesis of eNOS and subsequent eNO production will be discussed and related to the accelerated atherosclerosis (atheroscleropathy) associated with type 2 diabetes mellitus (T2DM) [5, [8] [9] [10] [11] .
This review will discuss dysfunction of the eNOS enzyme and its potential to uncouple, resulting in the endothelial cell becoming a net producer of damaging superoxide (O2') instead of the protective eNO (tables 4,5) [6] . The lack of eNO from the endothelial cell is related to the development of atheroscleropathy and is related to the underproduction and / or the excessive consumption of eNO Counteracts smooth muscle cell proliferation. 3.
Decreases platelet adhesiveness. 4 .
Decreases adhesiveness of the endothelial layer to WBCs "Teflon effect". 5.
Anti-inflammatory. 6.
Anti-oxidant. It scavenges reactive oxygen species, locally. Acts as a chain -breaking antioxidant to scavenge ROS. 7.
Anti-fibrotic. When NO is normal or elevated MMPs are low and conversely if NO is low MMPs are elevated and active. 8.
NO has diverse anti-atherosclerotic actions on the arterial vessel wall: including antioxidant effects by direct scavenging of ROS -RNS acting as chain breaking antioxidants. by redox stress. The uncoupling of this complex enzyme will aid in the understanding of the development of atheroscleropathy and the role of oxidative and reductive stress (redox stress) in patients with T2DM [7, 8] .
Definitions
It is important to set forth the authors' working definitions before proceeding with this review.
ATHEROSCLEROSIS is a systemic dysfunctional endothelial, focal occurring, chronic inflammatory, fibroprolifertive, angiogenic, prothrombotic, multifactorial disease of the arterial intima caused by the retention of modified low density lipoproteins, hemodynamic stress, and accelerated by redox stress [5, [8] [9] [10] [11] .
ATHEROSCLEROPATHY:
The term used to describe the unique accelerated atherosclerosis observed in and associated with metabolic syndrome, insulin resistance, prediabetes, and overt T2DM which is driven by reactive oxygen species associated with multiple toxicities (table 6) [8] .
T2DM is a heterogeneous, multifactorial, polygenic disease characterized by a defect in insulin's secretion (the beta cell secretory defect) and action (insulin resistance) which results in elevated glucose [8, 12] .
T2DM may be viewed as a dynamic continuum of five stages (table 9) [12] .
eNOS and eNO
Chromosome number 7 contains the vascular eNOS gene that encodes the transcription and synthesis of the 1203 amino acid protein enzyme eNOS. eNOS is located uniquely within caveolae of the plasma membrane which allows the monolayer of endothelial cells to compensate if its fellow cellmates become dysfunctional in order to maintain eNO production.
Once conceptualized, that a specific and unique gene (eNOS, iNOS, nNOS) encodes the transcription of NO in a specific organ system, the opposing faces of this highly specialized, small, bioactive, and readily diffusible gas NO can be better understood ( (1) L-arginine (page number not for citation purposes)
THE ACTIVATED, DYSFUNCTIONAL EN-DOTHELIUM IS A NET PRODUCER OF SUPEROXIDE [O2'] ASSOCIATED WITH T2DM AND ATHEROSCLE-ROPATHY
There are at least three arms in the eNOS reaction capable of producing endothelial cell dysfunction with resultant redox stress to the intima and islet resulting in atheroscleropathy and a progressive decline in beta cell function within the vulnerable islet.
Presentation of the hypothesis
Is type 2 diabetes mellitus a vascular disease (atheroscleropathy) with hyperglycemia a late manifestation? The role of NOS, NO, and redox stress.
Testing of the hypothesis
The following eNOS reaction demonstrates the location of the vulnerable three arms of the eNOS reaction responsible for the generation of eNO.
IF THE eNOS REACTION IS UNCOUPLED: THEN THE REACTION IS:
L-arginine is uncoupled and not converted to NO and Lcitrulline (figure 1) (tables 3,4).
THE L-ARGININE ARM
The substrate L-arginine is an essential amino acid and is usually not thought to be rate limiting (with the exception of high demands in a dysfunctional endothelial state such as atherosclerosis or the atheroscleropathy associated with T2DM).
Arginine deficiency is a rare occurrence, however, there can be competitive inhibition by the endogenously produced asymmetrical dimethylarginine (ADMA) and nitroarginine. ADMA is emerging as an important cause of endothelial cell dysfunction.
It is an endogenously produced competive inhibitor of Larginine which results in a relative deficiency of the natural substrate for the eNOS enzyme to produce eNO. ADMA accumulates by either a process of increased synthesis by the protein arginine N-methyltransferases (PRMTs) or decreased elimination by the enzyme dimethylarginine dimethylaminohydrolose (DDAH) [14] [15] [16] [17] .
DDAH selectively hydrolyzes ADMA to L-citrulline and dimethylamine, so that the higher the DDAH activity, the lower the ADMA levels. Importantly, inhibition of DDAH activity results in increased ADMA levels. Both native and oxidized LDL-cholesterol have been shown to up-regulate PRMT while causing a decrease in the activity of DDAH [18] . This results in an elevation of ADMA levels contributing to endothelial cell dysfunction and increased oxidative stress to the intima with subsequent accelerated atherosclerosis.
There are multiple causes for the elevation in ADMA levels (figure 2). Each of these toxicities relate to the A-FLIGHT acronym responsible for the production of ROS (table 6) . Recently, Faldetta CM, Laurenti O, and Desideri G [19] were able to demonstrate in both normal human subjects and T2DM human patients that acute L-arginine infusion decreased plasma total homocysteine concentrations, counteract oxidative stress, and increased the availability of nitric oxide.
In summary, the relative deficiency of L-arginine due to elevation of ADMA levels contribute to oxidative stress and result in the atheroscleropathy associated with insulin resistance, metabolic syndrome, prediabetes, and overt T2DM.
(1) L-arginine
Oxygen reacts with the eNOS enzyme in which the BH4 cofactor has coupled NAD(P)H with L-arginine to be converted to NO and L-citrulline. When uncoupling occurs the NAD(P)H reacts with O2 and the endothelial cell becomes a net producer of superoxide (O2'). 
THE eNOS ARM
Important agonists for the activation of the eNOS enzyme (table 7) play an important role in the production of eNO.
If there is a complete loss of eNOS enzyme as in the eNOS -/-knockout mouse model of Duplain and Sherrer [20] insulin resistance, hypertension, and hyperlipidemia develop. Their findings indicate that eNOS plays a major role in the regulation of insulin sensitivity. To have an effect on atheroscleropathy and T2DM it would not require a complete knockout of the gene but just one or two changes in the 1203 amino acid protein structure in the eNOS enzyme.
Such a gene polymorphism does exist and may become a major player in the polygenic causes of T2DM and atheroscleropathy:
eNOS may be impaired by abnormal structure and or function that occurs in gene polymorphisms.
One of the first significant eNOS gene polymorphisms described to date is Glu 298 → Asp. This amino acid substitution is responsible for a statistically significant increased frequency of hypertension and spastic angina [21] . Also, described in a different set of patients is the occurrence of increased abnormal coronary angiographic findings of atherosclerosis and an association of increased events [22] [23] [24] .
The Glu298 → Asp GP is responsible for a decrease in basal NO production in healthy subjects according to the publication by Veldman BA et al [25] .
This gene polymorphism then could interact with other gene polymorphisms and especially environmental conditions such as smoking, obesity, and the A-FLIGHT toxicities of IR, MS, PD, and overt T2DM. Or as in the hypothesis, could be responsible for the development of IR and MS which then would progress to PD or overt T2DM. We now have a Japanese population, a UK population, and an Italian population that correlates Glu298 → Asp GP to atherosclerosis and CAD events [23] [24] [25] .
These findings indicate that the eNOS gene is important to the development of accelerated atherosclerosis → atheroscleropathy. Furthermore, these three distinct patient populations indicate that this gene polymorphism is widely distributed throughout diverse patient populations and according to Veldman [25] is present in approximately 10 % of patient populations.
Recently, Noiri E and colleagues have shown that there is a significant association of the Glu298 → Asp GP and end stage renal disease in T2DM which once again points to the importance of the endothelial cell and the eNOS reaction [26] .
Since eNOS contains 1203 amino acids there is the possibility of other gene polymorphisms within the eNOS enzyme that have not been identified at this time. Additionally, this gene polymorphism could interact with other gene polymorphisms of other endogenous antioxidant enzymes in the T2DM patient as we know their antioxidant reserve is compromised (tables 6,8) [7, 8, 12] .
Figure 2
The multiple stressors causing uncoupling of the eNOS enzyme by decreased DDAH and the increased endogenous inhibitor of eNOS: ADMA. Uncoupling of the eNOS enzyme by increased ADMA mechanisms
Uncoupling eNOS
As the human genome unfolds there may be other related important gene polymorphisms identified.
The BH4 ARM
Tetrahydrobiopterin (BH4) is the necessary cofactor for coupling L-arginine to the NAD(P)H oxidase enzyme in order for L-arginine to be oxidized to NO and L-citrulline. The importance of this cofactor and its mechanism is just starting to emerge.
If this cofactor is not functioning properly the entire eNOS reaction uncouples and the endothelium becomes a net producer of superoxide [O2'] through the uncoupled NAD(P)H oxidase reaction. In addition to BH4 being the necessary cofactor it also serves as a naturally occurring ] but also is at a disadvantage in that there would be less BH4 to scavenge these local occurring reactive oxygen species being produced in excess amounts [27] .
It is important to note that a direct effect of folic acid is to keep this important cofactor BH4 intact so that it can maintain coupling of the eNOS reaction. The lowering of homocysteine is an indirect effect of folic acid aiding in the decreased production of ADMA due to the effect of Hcy on DDAH. Folic acid given to patients with T2DM have an improvement of endothelial relaxation before Hcy has time to be lowered. It works almost immediately before the Hcy is lowered [28, 29] .
When you look at the three arms of importance for the eNOS reaction there are two possible changes in the treatment paradigm (in addition to lowering the substrates of the A-FLIGHT toxicities (table 6) and the RAAS acronym [8] ) for these patients who suffer from endothelial dysfunction associated with atheroscleropathy, IR, MS, PD, and T2DM.
First, we need to take a global risk reduction approach (by treating each risk factor in the A-FLIGHT toxicities acronym in order to decrease the clinical substrates of lipids, hypertension, and glucotoxicity without elevating endogenous insulin or amylin) in order to decrease the progression of the disease. Second, we should now include in the treatment paradigm the use of folic acid and arginine supplementation. T2DM is now considered to be a coronary risk equivalent and therefore all patients with T2DM should be on folate supplementation, as well as, the nondiabetic atherosclerotic patient.
Those patients with persistent endothelial cell dysfunction after the standard goals have been reached should consider arginine supplementation and possibly should be considered even sooner in the treatment paradigm if there is a history or evidence of symptomatic peripheral arterial disease, congestive heart failure and / or diastolic dysfunction [17, 30, 31] .
Folic acid -5MTHF
This water soluble B vitamin has been recently gaining considerable attention due to its positive role in cardiovascular disease, neurodegenerative disorders, neural tube defects, and cancer. Folic acid plays an important role in the remethylation of homocysteine and is thus capable of lowering elevated levels of homocysteine (figure 3) [32] .
Deficiency or impairment of folate metabolism is associated with hyperhomocysteinemia (hHcy), hypomethylation (the decreased one carbon unit transfer to purines and pyrimidines for DNA repair and biosynthesis), DNA damage, and impaired cell proliferation, malignancies, and impaired eNO production [33] [34] [35] [36] [37] . 5-MTHF is an electron donor, a hydrogen donor, and a methyl donor.
Each of these attributes confers a unique role to its function. In regards to the eNOS reaction it supplies both hydrogen and electrons to BH2 and BH3 to restore BH4 (the necessary cofactor for the eNOS reaction). This attribute allows the eNOS reaction to re-couple and restores the capability of this reaction to be once again a net producer of eNO and restores endothelial dependent vasodilatation in T2DM and hyperlipidemia [38] . Recently, the combination of folic acid, vitamin B12, and vitamin B6 was able to demonstrate a reduction of in-stent restenosis and recurrent events in up to one year follow up in the Swiss heart study [39] [40] [41] .
The eNOS hypothesis
Is T2DM a vascular disease with a dysfunctional eNOS enzyme reaction, resulting in endothelial cell dysfunction and associated diminished eNO production? Is atheroscleropathy an early manifestation and hyperglycemia a later manifestation?
The following quote is pertinent to this discussion.
Figure 3
Hcy (demethylated Methionine) can enter the remethylation cycle with the aid of Folic Acid (5-Methyl-tetrahydrofolate) and the Folate cycle, the enzyme Methionine Synthase, and the necessary Cofactor B12. Folic Acid in addition to being a methyl-donor can serve as an electron or hydrogen donor to restore the required BH4 Cofactor to recouple the eNOS enzyme necessary for the production of eNO from Larginine. Hcy may also enter the Transsulfuration Pathway with the assistance of Cystathionine Beta Synthase (CBS) enzyme and the necessary Cofactor B6 to form Cystathionine and Cysteine which can then be excreted in the urine or converted to the very important antioxidant Glutathione. The substrate Folic Acid and the Cofactors B6 and B12 are very important not only for improving hyperhomocysteinemia but also important for the recoupling of the BH4 cofactor to the eNOS enzyme for the production of eNO. Recouple eNOS "Diabetes must take its place alongside the other major risk factors as important causes of cardiovascular disease. In fact, from the point of view of cardiovascular medicine, it may be appropriate to say: "diabetes is a cardiovascular disease" [42] .
Implications of the hypothesis
Could it be that one of the polygenic causes of T2DM involve the eNOS enzyme? Such as one or more gene polymorphisms resulting in a defective but functioning eNOS enzyme. This would certainly help to explain the earlier discussed atheroscleropathy associated with T2DM.
This gene polymorphism could interact with the environment to produce an even more defective eNOS enzyme with increasing endothelial cell dysfunction. Smoking, obesity, hyperlipidemia, hypertension, sedentary life style are all known risk factors and all too often they cluster creating the metabolic syndrome with a markedly elevated tension of redox stress not only in the islet but also within the intima of the arterial vessel wall. A single amino acid substitution in the primary structure could have a considerable effect on the structure and function of this omnipotent enzyme and its reaction producing eNO.
Here is an example where a defective gene could be made much more impotent if there were additional stresses placed on it through a stressor molecule such as ADMA. This endogenously produced competitive inhibitor of Larginine (as well as an endogenous inhibitor of the eNOS reaction) would cause the eNOS reaction to uncouple and become a net producer of superoxide even before the glucose becomes elevated, thus stressing the islet and the intima before hyperglycemia is detected. This is why we should consider stress testing (by utilizing the 75 gram oral 2 hour post prandial glucose tolerance test) the patient in order to detect impaired glucose tolerance (stage III table 9) in order to reduce the oxidative and postprandial reductive stress to these organs in order to spare them from the devastating natural progressive history of T2DM and atheroscleropathy. Exercise induced skeletal muscle glucose transport (GLUT 4) is eNOS dependent [43] [44] [45] . If the production of eNO were defective due to gene polymorphism and environmental interaction there would be increasing peripheral insulin resistance. This is just what Duplain and Scherrer were able to demonstrate in their eNOS -/-model: Insulin resistance, hypertension, and hyperlipidemia.
In humans with gene polymorphism the eNOS enzyme may be capable to withstand the many years of redox stress before the defect in eNOS becomes evident. However, if the stressors were of sufficient magnitude such as seen in the adolescent youth with sedentary life style plus high carbohydrate, high fat western diet (over nutrition) the manifestation of type 2 diabetes may become evident before the youth has reached the more normal middle age in life. This is just what we are experiencing in the USA. Not only are the adolescent youth developing T2DM at an alarming rate, but also, the age of onset of T2DM in adults is becoming younger and younger. It is entirely possible that these abnormal gene polymorphisms could be very old and have never caused a problem until there was sufficient changes in the environment (the thrifty gene hypothesis: gene -environmental interaction).
Peripheral insulin resistance would certainly place an undo burden on the pancreas with elevated levels of endogenous insulin and amylin with a chronically activated RAAS at the local organ-tissue levels.
The additional heightened redox stress and the A-FLIGHT toxicities associated with insulin resistance and metabolic syndrome would only aggravate the underlying eNOS polymorphisms by placing an undo burden on the islet and the intima.
Conclusion "YOU CAN'T SEE THE FOREST FOR THE TREES"
If we approach T2DM as initially being a vascular disease for many years with glucotoxicity being a later manifestation, then as clinicians and researchers we may be more likely to view this disease in a global perspective.
The Steno-2 study by Gaede P et al. [46, 47] just published, revealed a significant reduction in cardiovascular and microvascular events of nearly 50%. Their intensified intervention against multiple risk factors in patients with type 2 diabetes was quite impressive.
Therefore, in T2DM we should consider looking at the multiple toxicities and how they interact with each other to form "the whole disease" and return metabolic and redox homeostasis to the organism.
"We must protect the forests (the whole disease) for our children, grandchildren and children yet to be born. We must protect the forests for those who can't speak for themselves such as the birds, animals, fish and trees (and our patients)." ---Chief Edward Moody, Qwatsinas, Nuxalk Nation.
